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(57) Abstract 

A method for controlling the release of granules by treating a cell system capable of releasing granules so as to increase or decrease 
activated calgranulin to thereby enhance or depress the release of granules. A method for detecting a substance capable of activating or 
inhibiting the capability of releasing granules by using the above method. Activated calgranulin is increased by making the cells highly 
permeable and introducing calgranulin and soluble calcium thereinto. Activated calgranulin is decreased by introducing a calgranulin 
antibody into the cells. These methods are useful in screening a substance capable of activating or inhibiting the release of granules. 
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toWP*mWSftt.l£A*tWi&&&mm (ARDS) (Wei land, J. E. Am. Rev. Respir. 
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9:8-12) , itoH \s >li(Merhi, Y. Arterioscler. Thromb. (1993)13:951-957) , 
M(Borson, D.B. b. Am. J. Physiol. (1991)260 : L212-L225) s 3MB$t$|$€ x & 
^3E(Merhi,Y. Arterioscler. Thromb. (1993)13:951-957) . MskE.&Cdi au 



WO 00/18970 



2 



PCT/JP99/05302 
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<5> o 

'J U >A(calgranulinA)(Burmeister, G. , Im 

munoIogy(1986)171:461-474)(S100A8, MRP8 , p8, t tzteL l ^M^^^tlT 
^5) , — ^ U >B(calgranulinB)(Burmeister,G., Imraunology(l986)l 

71:461-474)(S100A9, MRP14 N 14£*:te LI MM^^ftT^S) fcitf^U 
^7 — ^ U >C(calgranulinC)(Dell' Angelica, E. C. , J. Biol. Chem. (1994)269: 
28929-28936) (S100A12£fct2p6^£fft£$tlT^£) © 3 mmfrft&t Z> o 
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-a »; >BH*J«k'€:^**!jl4kD©*;l/i/'>A^gejfT**)x iifrfv-* 

ftjuy?-^ 'J >AfcJ;^^^-a 'J yB(il988^(c B. Lagasse bfcj: 
.T^-->m, f0i7;;»EW«§§nTUi (B.Lagasse and 
R.C. Clerc^ Mole. Cellular. Biol. (1988)8.2402-2410) „ ii)\/7=j — a. V >Afc 

•J yAfe^O'^U^-a 'J VBj&< |n vitro -g^-fef-f >+^--fe? I fciO'II 
©?£tt&lfi#t"SC t(Murao, S. £> % J. Biol. Chem. (1989)264:8356-8360)^'^ 

#©attj£ffite£r±#3-ti-S;:£ (Geczy, C. L. N Biochim. Biophys. Acta(1996)1313 
:246-253) , rt/d/^-a. 'J > AfeJ:a'A/^7-a «J > B #<tn;K7£tt£*-f £ 
£tt£##&£nT^S(Murthy, A. R. K. b N J. Immunol. (1993)151 :6291-6301) c 

T(iten 0 77;u^'7-a y > Afc<fc^;i/^- a y >B©iiiISitt*;^7 
-a y >A*Jj;0'^>U^7-a y >Bfimv&^lZ&Wm%L*<D2ffi&m } £: h 
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tiJUy?-*. U >C(il997^{CJ.D.Gottsch bt&t) ? u--> y$tl, 

7 i V$ffiWfR££nTl,>&(Gottsch, J. D. Trans. Am. Ophthalmol. Soc. (1 

997)95:111-125) 0 ^^"5 - a U > C (iWiCtl tl£ C <b*<«D btlT^ & 

*n * A: tt*'i>* L a6 S »3£tt* c £ £ J: *K mift$<Z>!Btfc6fc tB £if An * iz \t 
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t^n* mtkik^mmmm 8 m • t\ ^679-685 jo 0 
tz> m^it^mmmsikm' ±. wm-m h) 0 

■h^y^-a. 'J ^J^.(i\ MSfrtlfc^&U V >A(S100A8. 

MRP8, p8£fcfi, Limm$}%ZtlTi^) ttzlifijuy?-* U >B(S100A9, 
MRP14 \ pl4 LlSij|^ift££ftT^§) ^btlT^-5 0 h YW.<DJ] )V 

U yA&J;tf fc M©^;i/^7-a 'J >Bte? n-^y?*£ft N 
T $ 7 ra?iJ#<fg£-$*lT^£ (E. Lagasse and R. G. Clerc . Mole. Cel lular. 
Biol. (1988)8:2402-2410) 0 £ v? XiO # - a. U > A & <fc J» >7 Xi 

^ >b«^ n-^>r$ti. ^©£t ^ yMw#£$tiT^ 

MB.Lagasse and I. L.Weissman N Blood(1992)79:1907-1915) 0 7")XS0* 
AXttB©7 * y^ieyiJ(C^LT, ^)60%J^±CDffi|5ltt*^t-7 ^ y^SE^Jfes 
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o' ntf&< N ft.®**??-* y >jgtt©»s • ij^&ic-ts 

+MM<£-96^-r Ay 7°U - hii^-^Ls 30-40 °CT 5 -30 #RiH >*a^- 

•> a >tz>o * *i*it&mt fifty? -a. y yjstt^wt-^^s^ 

^x'J ttzte2<Dlimc£'>T%mt&CtlZj:^ fifty 

'J >©gtt*ilBS!l^-r* 0 

ffiilAy^^-a'Jyit i!3t©i§£, fifty?-* y >i^;i/->^Ai^ 
fifty?-* y >©HJRft*/£tt^;u^7-a y >«£«jfc#§fegJ3fc:te 

fifty?-* y >Attiiififty?-* y >b©^ju#£M: n *;^5-a y 

>Stt«rW"rS-€-ne>©asa#, TOJ:»ft-e^^o gft&ttiDNA© 

i6K«fc0^fife$n*R«©?gtt*wtSH -si57iy^©tt^ N fcfc*fc«{+jto 

(PAS, 75, pp4268-4270(1978) , Necl. Acid. Res. , 6, pp2973-2985(1979X Genetic 
Engineering-Principle and Methods-Vol. 3, ppl-32(1981) %?) Ztltzfift? 
y y kts&xffifty?- a y vB-e&£ 0 

* y >B©»f^*So 
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mm#timx.ii. mm. mz.ii7i;. t kd*^ /ji>*? hx«^;u 

'J >B*fctt*©£#l#t>L< (i*©Bfrtt<t©M£-;i#T£>oT 
rt-fl^-a 'J >«tt*W*S*>©T*fttfft^|!B£$ntt^ 

*©^M#£ffiat©*j£T«£L;fc&©"i?&-3Tx ^;i/^*5-a y yffitt^W^" 

^W-a'JVAOT; 7 ^iS^J^ie?iJ^@e^JS-t 1 (Nature(1987)330(5) 
80-82)(C N Ittzilfry?-* 'J >B©7 $ y$8fi?iJ£@£?iMi2?iJ#-Sf 2 (HUO 

( i ) E?IJ^E^J#^ 1 © 1-93© 7 $ J WOEMfr b <9 fiort ;U •> ? Aj&<*&£ 

(ii) se^j^se^j#^2©i-ii4 <D7i ;mmi\frz>tet)s 2*t<m 

(iu) mmmwrn^ 1 xwbtijm 2 07 $ jmmmz&^T 1 ^±©7 $ 
ym&mm, x&*tztettijatsntz7z;&mmfrbtz*). fjju/twtt&i 
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% Ltffiffl^i^ 8tfb* y •> A&cf^fc^ h y * A££t?tt«»u Mx-tf hbpbs 
sfftt. TrisfffftttcwML^ o+a^-«> 3 >u ctnzm&®&mmm 
ttzmmzftteotJ:^,, *mwx*&m?zmt* y *A&tf*fb* h y * a 

LT«, 50~200mM ±g>fb^7 'J £ A^C>'5-30mMM^ HJ £ A&£ 
MxJf 10-50mM HEPES (pH6. 5-7. 5)£ fctt 10-50mM Tris(pH6. 5-7. 5) 
«»**<flF* L < . t/c^ > + jl^-> 3 4-40°CT*10-60 »BBfTtt 9 C <!: 
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i64o««itfc«MEM mmttz-emmu nmrnmo^u, m&i&itxvv^R 

o 

3*fTtt-5o d©M&te. W;Ltf* C©*ffl3S^£ v ^B^M, 

i^^— > N Octylphenol-polyethyleneglycolether( h U h y X-100) . 3- 
[(3-cholamidopropyl)dimethylammoniol]-l-propane-sulfonate(CHAPS) , poly 
oxyethylene(20)cetylether(Brij58) Uttflgtf btl&o £tz, M^^Mt 

1X10 7 fl/nl £fc»K ±ieH^J0. 01/zM-1000mM^*0^ % 4 °C-40 °CT 5 -120# 

hD|i/-> 3 >ft) i:tlIt5;HlfiL^ fttttttefcL jjfflfl&m lxio' 
m/al ^/cOmm^VUXl-lOKV, 4°C-40 o C7n-30#M3t£d U\, 

* A>r * fc ©"efctttf ftKffifcs 01 * >p v a n 
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t>W^^^5:t«LW 7^$t*§ i§£lC(i N 100mM &,±<D 
A>fk^O^infi^o^Tfe|5l#(ca#0.01/zM J£U:, #3L<tt 0.1#M~5 
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t L< fig 0.1-0. 8#m ©&3ttt&ffll*3 U>o C©<t 9 tt&lttHi. 

i:?-f £ D-f >5>x ? -> 3 'J y^-vf ? □ ^x ? 

i/a>Ltz&, Ltfb< LT. 0J;U;j:l-6O#gL jj£ L < (i3-10#&K, 7knlig 

•^x ? ■> 3 >LTt «fc^o ciDm&oijfrr?-*. y >&tfzkWi§te2//i/S/*A 

4:1:5 £tt £ J: 9 fc LTM^^i^M^^o CftfcTkW&ttrt^S Mb£4fc<J: 

> >75 >7 ^ ;^-tIILTX7;w^ 3 >&f?Mt& 0 z.<d^jvj 3 y£ 
o - * 'J - U - * - fd jH* T W*»««r »± L N 'J * V - A Kit A 3 tttt 
friiziifrtf?-* U >^^5fe-rSo C©|&£3M&<!: OTIi, 12%-> 3 $t®Jt&j 

se^&#ii£ffl ^ £ c. L^o coj;^ (c lttv 71^^7—3 y >^7Kdi^ 
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mizitzmfomtbmzfitzmf&t&t&isitZo wtm, mm ixio 5 ~i 

X10 7 ®%<0. 'J 7-A£0. 01-100 uU , KftKli 0.1-10 uU ©aj£T^ 

tint, 4 >-r£o c©o+i<-i/ 3 >ii % 0ij/U*4-4O°c-ei- 

-rt^-a 'J ^itfc^&^ALTrtyu^-a y > £8363! 

fflfili;#At5:tWH^„ Hftftfcku #fflM o.5-3xio 7 m 

*fc»)i-2oo W g ©#yur5-a y y&fc^*m.?)-&/utizrvxx 

tzltU )\s*K>? ?-£l-100 //g©'J>i^;l/->>)Aj^« 0. l-10mg ©DEAB 

x+x yttzm-m m ©y ^7x?^y£4-40 o CT5-i20 #FiSK 

i^-i/a y-r s ci iicj; f?. ttzitmrn 0.5-3X10 7 m&fzK* i-2oo#g©# 

£^J[] L0. 05-0. 5kV©jgl»*^<;UX{wJ: «9 4-40°C^l-30^F B WSf h C itcJ: 
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^;^7-a'JyW§€^Dt-;»l Am. J. Physiol. 274, C1563- 
C1572U988) trlSife^nTl^^^iO^-e^^o #>]/Ui\ ^l/^-a'J 
>10-100#g ?r7P^ K©3>yiJ- h7i^<> KiS^L^^X«rt(c 

^frHAT ««HCT««LlBI^IBIia©**«W1-So a nr.-#|*|RTiMn?S3 
cb9(C^o/-c^T\ y ><£-96/t-f Ay 71/- hfcjg£$i±-fc ELI 

SA^{CT*;U^-5-o. U >ift#££iHB8S&ttBU KIMfrftffilCT * n y y 

^W^-a'J VlWSty^ot-^li, BMA tUSA^TSSo 
-lOO^g £7Pf y K©=i>yy- H7^jl/<> KiS^L^^^&T^ft^-r 

So 
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1 4 

m^Ltktam^thmmm^ m^mmm ixio 5 -ixio 7 mmtz*). u^? 

5-aU >i/tft£ l-100/zg miBl, 4-40 o CTi-30MM-r3C£{C e l;^K m 

i&K:*AStt£o 

x ? *-fCT#Dl£L&*<^ 0. 01-10jU g ©*;U^"5 — a >fa<**<Bllia3Slcv 

fui/yv — a. y yffcfcte^ ffi&itzv tfv-Aju-ioo #g ©zftg© 
rt;!/^-* 'J >tt#££tAU M ixio 5 -ixio 7 fi^fcOO.Ol-lOO^M % 
ff* L< ttO. 1-lOiceM ©M-e*jtoU #>j;U£4-40 o C-ei-30#[t> E H 

fi 2 ic* L/£*«EW<!:IB»«tt**EM*^ojtfe^*tt*ai^»* £ 

#f&Hjj-?w\ y >7>^-t?>xiifc^£ N jam&&0.5- 

3 X10 7 l®*,*:*? 1-200/zg #I^iAA,T75X5 *-£fc(i<^ ;ux^? 

*-£pghr&o *§£*i/c<**-£ 1-lOOjus ©y >»;!;/l/S/*A$fctt(U- 
lOmgCDBAB-r^X h -5 >£fctt 1-100 © 'J #7 x * f- > <h4-40°CT' 5-120# 
IBK >*a<-v/ 3 >t5o *fctt«BB& 0.5-3X10 7 1-200 tig OijJV 

^-^jjQ LO. 05-0. 5kV©S^*^/N°;l/X(Cj: 04-4O < C , ei-3O#IBltt3"tf* 

tBt^wt-€>»flafc#ALT^;i/^5-x y >y 779 h-rso 
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»&$i&mmm cards). mtt«$»©jfefomifit««, &mknm, v>om 
&mmm. cm. 
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-a y >£Jifln£-££o 

Ci^ltLUo fLTRftlt ZOiifryv-a. 'J WiS&M^U^ 

Enao^^ y-->^ttt LTttff*L^« 

©«£> HiIii)ISI^ft5ll)iai Ltiatttl^ttSff^liS 
ift* ^^^©^ftMSiMic&ft i-ioo^m %miml, 4-40°Cei-30^ 

^tt/z^i/^Mb^^jtafSo ^tf*;i//5-a'j >**iD^'i-60»flfc 
x if* L< tt3-io»»jw7kpr»tt*;i/i/'>A'fb^*jSiPt-So c©i#&te. # 
;t/^-5-* y y t**l®&ii Aft^UojgJollHnfn 0.01-10//M , 
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-'>3>i-Zo *;i/^-a';>*aStti«. flitf 0.01-10//M , #£L< 
£x fflfctf 0.01-10/zM ^ jf£ L<(i 0.1-3#M ©M£-e|IlBf{c N ttzttfiJls? 

v-a'j^-f^o^x^^^ Wi«dri-6o»a. #£l<&3-io# 
7§&«#nu wit* 1-30 #5sh >+a^--> 3 y-rso >; ><& 

*&*>1;J6 % 0f*.tf 0.01-10#M, ffiKii 0. 1-3#M ©**©*Fr«ftt>!;;U 
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it&®}%, mt-ti 0.01-10#M , iftt<(i 0. 1-3 /zM CD^Jfe^iDL. #ij/Ui' 

i-30^p B l-r 3 yttzWi, mm a 

23187 ^;(Mt;7-f «>y£ 0.01-10^M x 0£ L< 0.1-3//M ©gjfe^ 

TO) fc«fc waste ( = *<^tf is>n*o 7X-;v»btiHi,8- 

a- 7 3->/-t\ ^f^v/>B^ rtrTVyD. iiT-^i/yG, 
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650nm T©RjtJK©if Jp$J; *9 d So #&llficfc Oifctb£ftS 

5? h7x'J ft^? h 7 x 'J >£t#£{£fflL/c BLISA (enzyme-linked im 
munoassay % **->X*±g!!* y b) (c J; (9 S C So tfjKKtiJ: (3 

T®jB«S365ni „ fbfe&§ 450nmJCTS*"^SC:<l:^T?^5o 

*MH^CD73^0^*77^^^jjF^S £#:© <9 So 

J££5 xio 6 ffl/ml-5 xio 7 fi/il (cp^Ls 1-100 m II tcjg 

inu * ivy? -a. y > a^o. oi-io #m „ ff£ L< (i> 0.1-3 #11 % £{b*;u 

•>»>A7k*tt*0. 01-10 #M , t I < tiO. 1-3 #M <tfcS<fc9<;:»U 25-4 
0 °C, ftZKlt 30-70°Cl?^ 1-60^, Jf*U<«5-15^|ffl>f >*a^--> 3 
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100mM-200mM©lg^^ >J <^A N 10mM-20mM Oigjtt h U *A4sJ;t>' 0. 3mM-3mM 
CDBGTA^^t; U >i> MOPS, HBPES, Tris, TAPA, BEStfctiTES /it*® pH7-7. 4 

-a y ygtgfMiox^ y-->r&Mg&$*is 0 ®^^«E®x^ y 

-->^®*fft<>:ttS4»® % 1-100 /iM U 

ttlfflflSM^W^Sif^^S^^t/c«ff*^^®Jg#ffl^!l»{c#S$-ti- N jg 
^ tt M® 7k pj^tt ijJUisVA^ 0. 01-10//M % fiP* L< it, 0.1-3 //M ® 

gtT'A;^?;^ y u >a* o.oi-iO// 

^IfiUliO. 1-3//M -ej&taU JtftlLfclSlftactli*** ^^flUDS-a-S^ 

* y >sttffitt^s^«t*9, ffifi^^vu^^-jL y y&mmwn<D*? y - 
->mwt^o -r«t>^. assess©** y --^©ajfctttsfc 

K (tfctt) > l-100tfM OSS^IUL, *F+««»jft*A:ttjiFif^»© 

tfO. 01-100 jkM % jf£ L< liO.l-lO^M **JnU II*i;&i££PI#li-£%«£x 

»4>Jt®M«(tli(iHUB5®J:9icMrtJi^KW-rao lfil^l*l$£P$«(i. 
TO8i&ffi&S*(ARD$X litt^lSI^CgMSIiili, *J*#B?^ ®? 

»£^J£. SSiftiflEffi. MNKftK:ff< H4U^5, lot, ±HSJf4'J$ 
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< 120> StttttB 0 3 y V n-/l/#& 

< 130 > ASAHI-3 

< 150> JP10-274574 

< 151 > 1998-9-29 

< 160> 2 

< 210 > 1 

< 211 > 282 

< 2 12 > DNA 

< 2 13 > fc h (human) 

< 300 > 

<301> Karel Odink et al. 

< 302> Two calcium-binding proteins in infiltrate macrophages 
of rheumatoid arthritis 

< 303 > Nature 

< 304> 330 

< 305> 5 

< 306> 80-82 

< 307 > November 1987 

< 400> 1 

atg ttg acc gag ctg gag aaa gcc ttg aac tct ate ate gac gtc tac 48 
Met Leu Thr Glu Leu Glu Lys Ala Leu Asn Ser lie lie Asp Val Tyr 
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cac aag tac tec ctg ata aag ggg aat ttc cat gec gtc tac agg gat 96 

His Lys Tyr Ser Leu He Lys Gly Asn Phe His Ala Val Tyr Arg Asp 

20 25 30 

gac ctg aag aaa ttg eta gag acc gag tgt cct cag tat ate agg aaa 144 

Asp Leu Lys Lys Leu Leu Glu Thr Glu Cys Pro Gin Tyr lie Arg Lys 
35 40 45 



aag ggt gca gac gtc tgg ttc aaa 
Lys Gly Ala Asp Val Trp Phe Lys 
50 55 

gca gtt aac ttc cag gag ttc etc 
Ala Val Asn Phe Gin Glu Phe Leu 
65 70 

gca gec cac aaa aaa age cat gaa 
. Ala Ala His Lys Lys Ser His Glu 
85 

< 210> 2 

< 21 1 > 345 

< 212 > DNA 

< 213 > t b (human) 



gag ttg gat ate aac act gat ggt 192 

Glu Leu Asp He Asn Thr Asp Gly 
60 

att ctg gtg ata aag atg ggc gtg 240 

He Leu Val He Lys Met Gly Val 
75 80 

gaa age cac aaa gag tag 282 

Glu Ser His Lys Glu 
90 
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< 302 > Two calcium-binding proteins in infiltrate macrophages 
of rheumatoid arthritis 

< 303 > Nature 
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< 306 > 80-82 

< 307 > November 1987 
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atg act tgc aaa a'tg teg cag ctg gaa cgc aac ata gag acc ate ate 48 

Met Thr Cys Lys Met Ser Gin Leu Glu Arg Asn He Glu Thr lie He 
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gac ctg gac aca aat 

Asp Leu Asp Thr Asn 
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55 

gca gac aag cag ctg age 

Ala Asp Lys Gin Leu Ser 

70 75 

eta acc tgg gec tec cac 

Leu Thr Trp Ala Ser His 
90 

ggc cac cac cat aag cca 



gat ctg caa aat ttt 144 

Asp Leu Gin Asn Phe 
45 

gaa cac ate atg gag 192 

Glu His He Met Glu 
60 

ttc gag gag ttc ate 240 

Phe Glu Glu Phe He 
80 

gag aag atg cac gag 288 

Glu Lys Met His Glu 
95 

ggc etc ggg gag ggc 336 
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